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Abstract: Soil contamination by used engine oil is a common occurrence in most developing countries. This has been shown to have
harmful effects on the environment and human beings at large. Used oils are considered to be hazardous waste materials. These are
composed of toxic chemicals, such as heavy metals (which come from additives and wear and tear of engine parts), combustion products,
light hydrocarbons, polar compounds, uninuclear and polynuclear aromatic compounds, resinous materials, and organometallic
compounds. Some of these pollutants are carcinogenic in nature. The objective of this study was to evaluate the effects of used engine
oil (doses of 0.5% and 5%) with hydrocarbon pollution on total petroleum hydrocarbon (TPH) removal from soil and determine the
fate of TPHs at different temperatures (18 °C and 28 °C) during an incubation period of 240 days. The possible use of wastewater sludge
as a biostimulating agent in used engine oil-contaminated soils was also evaluated. The results of 240 days of incubation indicated that
TPH removal percentages in used engine oil-contaminated+sludge amended soils at 18 °C were 68% and 66% for doses of 0.5% and 5%,
respectively. Incubation at 28 °C resulted in higher TPH removal with values of 56% (dose of 0.5%) and 74% (dose of 5%). Based on the
first-order kinetics model, the high dose (5%) of used engine oil-contaminated soil amended with wastewater sludge showed the highest
biodegradation rate of 0.00562/day and half-life of 123.13 days at the end of the incubation period at 28 °C. These rates were significantly
higher than those of the control soil (0.00366/day and 189.01 days).
Key words: Biostimulation, used engine oil, soil, total petroleum hydrocarbons, wastewater sludge

1. Introduction
Engine oil is used for lubrication requirements of various
kinds of automotive and other engines. During these
types of use, engine oil picks up a number of additional
components from engine wear. These include heavy metals
such as lead, chromium, and cadmium and other materials
like naphthalene, chlorinated hydrocarbons, and sulfur.
Fresh engine oil contains a higher percentage of volatile and
water-soluble hydrocarbons that would be a concern for
acute toxicity to organisms (Boonchan et al., 2000). Used
engine oil contains metals and heavy polycyclic aromatic
hydrocarbons that could contribute to chronic hazards
including mutagenicity and carcinogenicity (Hagwell et al.,
1992). As the usage of petroleum hydrocarbon products
has increased, soil contamination with diesel and engine
oils is becoming one of the major environmental problems.
Therefore, the development of research to remediate
soils contaminated with used engine oils, in particular
bioremediation, provides an effective and efficient strategy
to speed up the clean-up processes (Mandri and Lin, 2007).
Addition of nutrients (biostimulation) is therefore needed
as an effective approach to enhance the bioremediation
process (Semple et al., 2006; Walworth et al., 2007).
* Correspondence: efsun@uludag.edu.tr
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Biostimulation is the addition of substrates,
vitamins, oxygen, and other compounds that stimulate
microorganism activity so that they can degrade the
petroleum hydrocarbons faster.
Among the environmental factors known to
limit biodegradation of soil containing petroleum
hydrocarbons, temperature fluctuation and nutrient
availability are among the most important ones (Coulon et
al., 2005). Temperature affects the rate of biodegradation,
as well as the physical nature and chemical composition
of hydrocarbons (Rowland et al., 2000). Although
hydrocarbon biodegradation can occur over a wide range
of temperatures, the rate of biodegradation generally
decreases with the decreasing temperature. Das and
Chandran (2011) reported that the highest degradation
rates generally occur in the range of 30–40 °C in soil
environments. According to Venosa and Zhu (2003),
ambient temperature of the environment affected both the
properties of spilled oil and the activity of microorganisms.
Stimulation of microorganisms by the addition of
nutrients brought large quantities of carbon sources, which
tend to result in a rapid depletion of the available pools of
major inorganic nutrients such as N and P (Sang-Hwan
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et al., 2007). Various nutrient sources such as inorganic
fertilizer, urea, sawdust, compost, manure, and wastewater
sludge have been used in biostimulation (Namkoong et al.,
2002). The primary benefits of biosolids include their low
cost (or no cost), slow release of the nutrients (similar to
animal manures), and easy availability (McBride, 2003).
In this respect, wastewater sludge contains significant
amounts of nutrients required by plants, including
nitrogen, phosphorus, potassium, and micronutrients,
making them an excellent fertilizer for use in agriculture
and forestry.
This study aims to identify canned food industry
wastewater sludge (WS) in enhancing the biodegradation
of used engine oil in contaminated soil. To achieve the
objective, canned food industry sludge (100 t/ha) was
selected as the organic component to be added individually
to the used engine oil contaminated soils.

This paper reports on a laboratory study that evaluated
the effects of WS, aging time, and temperature on the total
petroleum hydrocarbon (TPH) degradation efficiency in
used engine oil-contaminated soils, based on remediation
approaches that consisted of biostimulation for 240 days. Soils
contaminated with 0.5% and 5% used engine oil were tested
during the incubation period (30, 60, 90, 150, and 240 days).
2. Materials and methods
2.1. Materials
Soil samples were collected from the top 20 cm of an
agricultural field located in Bursa Province, Balabancık
village (40°15′55.1″N, 28°47′07.55″E).
The canned food industry wastewater sludge samples
were obtained from a food company treatment plant in
Bursa, Turkey. General characteristics of the canned food
sludge and soil are presented in Table 1.
Used engine oil was collected from a car service center.

Table 1. The physicochemical properties of the soil and wastewater sludge.
Values
Parameters

Sludge

Soil

pH (1:5)

6.97

7.76

EC, mS/cm (1:5)

5.04

0.23

Solid matter, %

16.4

-

Organic C , %

33.50

1.70

Total N, %

3.50

0.12

C/N ratios

9.57

14.17

NH4-N, mg/kg dry weight

201.93

24.1

NO3-N, mg/ kg dry weight

171.64

24.1

Total P, %

0.50

0.17

Available PO4-P, mg/ kg dry weight

386.11

20.69

Zn

122.8

<2

Cu

27.55

<2

Ni

11.20

<2

Cr

0.11

<2

Cd

0.09

<2

Pb

1.79

<2

Zn

334.2

65.02

Cu

53.50

15.34

Ni

58.29

128.0

Cr

48.20

98.69

Cd

3.50

0.21

Pb

11.66

Trace

Exchangeable heavy metals (mg/ kg dry weight):

Total heavy metals (mg/ kg dry weight):
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2.2. Incubation procedure
Soil samples were air-dried in the laboratory and sieved
through 2-mm screens, and then portions of soil (40 g)
were placed in cylindrical glass pots. The air-dried, sieved
soil samples (40 g) were contaminated with 0.5% (w/w)
and 5% (w/w) of used engine oil and thoroughly mixed. Oil
application doses of 5% and 0.5% were chosen in this study
in order to simulate major and minor oil contamination in
soil, respectively.
Soil with used engine oil addition served as a
control. After the oil addition, the wastewater sludge was
thoroughly mixed with the soils at ratios equivalent to
100 t/ha (40 g kg–1) on dry weight basis. The pots were
incubated for 240 days in the dark at 28 ± 0.5 °C and 18
± 0.5 °C. The moisture content in soil was maintained
at 70% of field capacity and the content was tilled for
aeration throughout the incubation period. Water loss
by evaporation was compensated daily using distilled
water to maintain soil water content. The experiment was
planned with a completely randomized design and each
treatment was performed in triplicate to give a total of 120
experimental units at the start of the incubation. At each
sampling time (30, 60, 90, 150, and 240 days) three sets of
soil pots were removed and the TPH concentrations were
determined.
2.3. Determination of soil and wastewater sludge physical
and chemical properties
Sample extracts were obtained by shaking the samples
with distilled water at 1:5 (w/v). The electrical conductivity
(EC25°C) and the pH of the specimens were measured with
conductivity and pH meters, respectively. The nitrate and
ammonium nitrogen concentrations were determined
by steam distillation with MgO and Devarda alloy in
samples that were extracted with 2 M KCl (Keeney and
Nelson, 1982). The Kjeldahl digestion method was used
to measure the total nitrogen concentration (Bremner
and Mulvaney, 1982). In addition, dichromate oxidation
was used to measure the total organic carbon (Nelson and
Sommer, 1982). A solution of 0.5 N NaHCO3 was used
to extract available P. Nitric acid-sulfuric acid digestion
was performed in order to determine total P. PO4-3-P in
extracts was measured according to the ascorbic acid
method (American Public Health Association, 1998).
The total concentrations of metals were determined after
microwave digestion of the samples with HNO3. Cr, Ni,
Cu, and Zn were analyzed using an atomic absorption
spectrophotometer (Isaac and Johnson, 1998).
2.4. Determination of total petroleum hydrocarbons in
soil
The TPH concentration was determined by ISO 16703:2004
(International Organization for Standardization, 2004).
Petroleum-contaminated soil, 20 g, was weighed and put

into a glass extraction vessel with 40 mL of acetone. After
briefly shaking by hand, 20 mL of RTW-standard solution
was added. The specimens were extracted for 60 min by
mechanical shaking. After the solid material settled, the
supernatant was transferred into a separatory funnel. The
acetone was removed by washing the organic phase twice
by shaking thoroughly (5 min) with 100 mL of water. The
organic layer was collected in a glass tube, and then sodium
sulfate was added and 10 mL of extract was transferred to
a clean-up column filled with Florisil. An aliquot of the
purified extract was placed into a GC-vial.
The extracts were analyzed in random order within a
single batch by gas chromatography, using an HP Agilent
7890A gas chromatograph (Agilent Technologies, www.
agilent.com) equipped with a FID detector, an Agilent 7693
autosampler, and a low-bleed HP-5MS (Agilent part no:
19091S-433) capillary column (30 m × 0.25 mm i.d.) with
a nominal film thickness of 0.25 µm. The splitless injection
method was used with a deactivated, splitless inlet liner
with adsorbent material and taper (Agilent Technologies,
P/N 5183-4711). The injection temperature was 350 °C
and injection volume was 2 µL. Helium (2 mL min–1) was
used as the carrier gas. The final GC oven program started
at 35 °C, was held for 1.5 min, then increased to 60 °C at
5 °C min–1, then increased to 350 °C at 15 °C min–1, and
was then held at 350 °C for 10 min. According to standard
methodology (ISO 16703:2004), the amount of TPHs
was then determined as a sum parameter of resolved and
unresolved components eluted from the GC capillary
column between the retention times of n-decane and
n-tetracontane.
TPH data were fitted to a first-order kinetics model
(Yeung et al., 1997) with the following equation:
y = ae–kt
where
● y = the residual hydrocarbon content in soil (mg kg–1),
● a = the initial hydrocarbon content in soil (mg kg–1),
● k = the biodegradation rate constant (day–1), and
● t = time (days).
The model estimated the biodegradation rate and halflife of hydrocarbons in soil relative to treatments applied.
Half-life was then calculated using the model of Yeung et
al. (1997) as:
Half-life = ln(2)/k
This model was based on the assumption that the
degradation rate of hydrocarbons positively correlated
with the hydrocarbon pool size in the soil (Agamuthu et
al., 2013).
2.5. Statistical analysis
All statistical calculations were performed using
STATISTICA 6.0 software. ANOVA was performed to
test the effect of the contaminant dose, treatment and
incubation time (Table 2).
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Table 2. Variation of TPH concentration soil contaminated with used engine oil.
Variation

Fstatistic

P

MS

Deg. of freedom

Temperature

0.18

n.s.

56,653

1

Incubation time

26.53

<0.05

8,549,404

5

Treatment

19.98

<0.05

6,437,942

1

Treatment × incubation time

4.90

n.s.

1,579,560

5

Temperature × treatment

18.82

<0.05

6,065,047

1

Temperature × incubation time

11.47

<0.05

3,696,015

5

Temperature × incubation time × treatment

3.91

<0.05

125,885

5

0.5% used engine oil

Error

48

5% used engine oil
Temperature

11.15

<0.05

165,539E3

1

Incubation time

35.01

<0.05

519,674E3

5

Treatment

84.74

<0.05

125,778E4

1

Treatment × incubation time

1.86

n.s.

276,691E2

5

Temperature × treatment

2.13

n.s.

316,035E2

1

Temperature × incubation time

5.12

<0.05

759,362E2

5

Temperature × incubation time × treatment

4.74

<0.05

703,369E2

5

Error

48

n.s.: not significant.

The effects of incubation time and treatment on TPH
removal were further tested with two-way ANOVA for
each temperature. When significant effects were indicated
by ANOVA, post hoc analysis was performed using Tukey’s
HSD multiple comparison test.
3. Result and discussion
3.1. Biodegradation of used engine oil
Used motor oil may contain minute quantities of gasoline,
additives (detergents, dispersants, oxidation inhibitors,
rust inhibitors, viscosity improvers), nitrogen and sulfur
compounds, a broad range of aromatic and aliphatic
hydrocarbons with chain lengths ranging from C15 to
C50, and metals such as lead (Pb, 40 ppm), zinc (Zn, 650
ppm), calcium (Ca, 1200 ppm), barium (Ba, <5 ppm), and
magnesium (Mg, 65 ppm). These contaminants arise from
normal wear of engine components and from heating and
oxidation of lubricating oil during engine operation. The
typical viscosity value of used engine oil has been stated as
80 mm2/s at 40 °C (Hewstone, 1994). Used oil may contain
higher percentages of polycyclic aromatic hydrocarbons

and additives compared to fresh oil (Dominguez-Rosado
and Pichtel, 2004).
The variations in TPH concentration levels for soil
samples contaminated with used engine oil and incubated
at 18 °C for varying amounts of time are shown Figure 1a.
For soil samples contaminated with 0.5% used engine oil,
the concentration of TPH levels is observed to decrease
over time. The TPH concentration fell from the initial level
of 5400 mg/kg to 1700 mg/kg after an incubation period
of 240 days.
An examination of the TPH concentration of the
samples contaminated with used engine oil and treated
with wastewater sludge showed that the accelerated
biodegradation of the used engine oil by the wastewater
sludge began on the 60th day of the incubation process.
Amendment of soil contaminated with used engine oil
with wastewater sludge positively enhanced the rate of
biodegradation during 60–150 days (P < 0.05). This result
may be due to differences in the nutrients, and particularly
N and P, in the wastewater sludge that stimulate indigenous
microorganisms. The addition of N and P to oil-polluted
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6000

18°C

TPH (mg/kg soil)

5000
S+0.5% used engine
oil

4000
3000

S+0.5% used engine
oil +WS

2000

initial conc. (0.5%)

1000
0

30 days

60 days

90 days

50,000

18°C

45,000

TPH (mg/kg soil)

(a)

150 days 2400 days

40,000
S+5% used engine
oil

35,000
30,000
25,000

S+5% used engine
oil +WS

20,000
15,000
10,000

initial conc. (5%)

5000
0

30 days

60 days

90 days

150 days 2400 days

(b)

Figure 1. Changes in TPH levels in used engine oil-contaminated and canned food industry
sludge-amended soil during the incubation period at 18 °C.

soil has been shown to accelerate the biodegradation of the
petroleum in soil (Ijah and Safiyanu, 1997; Abioye et al.,
2009).
For the soil samples contaminated with 5% used
engine oil, the TPH concentration decreased markedly in
accordance with the duration of incubation. As shown in
Figure 1b, wastewater sludge treatment of the soil samples
accelerated the degradation of used engine oil. The TPH
concentration for the soil samples contaminated with 5%
used engine oil and treated with wastewater sludge was
lower than that of contaminated soil samples that were not
treated with wastewater sludge for all incubation periods
(P < 0.05). Hur and Park (2003) reported that the addition
of sewage sludge was very effective for the degradation of
diesel engine oil contaminated soil.
On the 90th day, the TPH level for the soil samples
contaminated with used engine oil was 30,000 mg/kg,
whereas the level for samples contaminated with used
engine oil and treated with wastewater sludge was 21,000

mg/kg. According to Aleer et al. (2011), biodegradation of
waste engine oil in test soils showed that by week 8, the
levels of TPH in biostimulated samples fell below 10,000
mg/kg.
The changes in TPH concentration with incubation
period for the soil samples contaminated with used engine
oil and incubated at 28 °C are given in Figure 2. For the
soil samples contaminated with 0.5% used engine oil,
the initial level of 5400 mg/kg decreased to 1285 mg/kg
by 240 days of incubation (Figure 2a). The positive effect
of the wastewater sludge was observed within the first 90
days. Positive effects of nutrient amendment on microbial
activity and/or petroleum hydrocarbon degradation have
been widely demonstrated by various authors (Margesin
and Schinner, 2001; Riffaldi et al., 2006; Agamuthu et al.,
2013).
For other incubation periods (during 150–240 days),
higher TPH values were recorded for sludge amended
soil pots. It was stated that the amendment of wastewater
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6000

28°C

TPH (mg/kg soil)

5000

S+0.5% used engine
oil

4000
3000

S+0.5% used engine
oil+WS

2000

initial conc. (0.5%)

1000
0

30 days

60 days

90 days

150 days 2400 days

(a)

50,000

28°C

TPH (mg/kg soil)

45,000
40,000

S+5% used engine
oil

35,000
30,000
25,000

S+5% used engine
oil+WS

20,000
15,000

initial conc. (5%)

10,000
5000
0

30 days

60 days

90 days

150 days 2400 days

(b)

Figure 2. Changes in TPH levels in used engine oil-contaminated and canned food industry
sludge-amended soil during the incubation period at 28 °C.

sludge due to nitrogen content can have deleterious effects
(Bento et al., 2005; Walworth et al., 2007). Wastewater
sludge mineralization may inhibit decomposition of less
biodegradable compounds (Chaillan et al., 2006).
In addition, Sarkar et al. (2005) found that the
microbial population in the fertilizer-amended soils
dropped appreciably, suggesting a toxic effect due to
fertilizer-induced acidity and/or NH3 overdosing.
The variation over time in the soil samples
contaminated with 5% used engine oil exhibited a
decreasing trend within 150 days of incubation, as
illustrated in Figure 2b. The wastewater sludge treatment
accelerated the biodegradation of used engine oil for all
incubation periods. This effect was especially apparent on
the first 90 days of incubation. At the end of incubation,
the TPH level for the samples treated with wastewater
sludge was 12,150 mg/kg, whereas the level for soil that
was not treated with wastewater sludge was 19,450 mg/kg.

Comparing the levels among different incubation
temperatures showed that the rate of TPH decrease
was greater at 28 °C. Walworth et al. (2001) reported
that hydrocarbon degradation is increased at higher
temperatures.
Analyzing the variance confirmed that the temperature
and incubation period significantly affected the TPH
concentration. The results of ANOVA indicated that no
significant effect was found due to temperature of samples
contaminated with low doses of used engine oil. The
treatment of soil with wastewater sludge had a significant
effect on TPH biodegradation for samples contaminated
with all doses (Table 1). Wastewater sludge addition
indicated an enhancing effect on TPH biodegradation for
soils contaminated with the high dose of used engine oil.
On the hand, negative effects or no effect with respect to
TPH removal was observed in case of the low level of oil
pollution, especially for 28 °C.
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The biodegradation rates expressed as percentages of
TPH at 18 °C and 28 °C over time for the soil samples
contaminated with various doses of used engine oil are
shown in Figures 3 and 4.
An examination of the biodegradation rates at 18
°C shows that the TPH biodegradation rate of the soil
samples contaminated with a low dose of used engine
oil was 66% at the end of the incubation period. For the
contaminated soil samples stimulated with wastewater
sludge, the biodegradation rate had no increased. Some
studies reveal that nitrogen and phosphorus correction
may have no effect on the decontamination (Seklemova
2001), or even may represent an inhibitory effect in the
biodegradation process by excessive addition (Mariano
et al., 2007). Nitrogen, when added as ammonium
salts, can be toxic to microorganisms due to the
100

TPH removal (%)

90

ammonia generation in the soil, which can be lethal in
high concentrations, and some sources of phosphorus
(phosphate and orthophosphate) may present diverse
effects on the biodegradation depending on their toxicity
and solubility (Trindade et al., 2002). Marchal et al.
(2003) reported that many studies performed with soil
microcosms had incomplete degradation of diesel engine
oil. The partial TPH biodegradation obtained in their
work (57.8%) in 55 days of treatment is in agreement with
the results obtained by Bento et al. (2003), who achieved
in 84 days a TPH removal of approximately 75% with
similar bioremediation strategies.
The TPH biodegradation rate of the soil samples
contaminated with a high dose of used engine oil was 45%,
which increased to 66% after treatment with wastewater
sludge.

18 °C

80
70
60
50
40
30
20
10
0

30d

60d

90d

S+0.5% EO
S+0.5% EO+WS

150d

240d

S+5% EO
S+5% EO+WS

TPH removal (%)

Figure 3. Percentage biodegradation of TPH in soil contaminated with used
engine oil and amended with canned food industry wastewater sludge at 18 °C.

90
80
70
60
50
40
30
20
10
0

28 °C

30d

60d

90d

150d

S+0.5% EO

S+5% EO

S+0.5% EO+WS

S+5% EO+WS

240d

Figure 4. Percentage biodegradation of TPH in soil contaminated with used
engine oil and amended with canned food industry wastewater sludge at 28 °C.
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After a total incubation period of 240 days at 28 °C, the
biodegradation rate for the soil samples contaminated with
a low dose of used engine oil was 74%, whereas treatment
with wastewater sludge decreased this rate (57%). This is in
contrast to the findings of Abioye et al. (2010), who showed
that amendment of engine oil-contaminated soils with
organic matter led to between 22.8% and 54.03% net loss of
TPH compared to the naturally attenuated control samples.
For soil contaminated with a high dose of used engine
oil, the TPH biodegradation rate was 58%, which increased
to 74% after treatment with wastewater sludge. Abioye et
al. (2012) reported 92%, 84%, and 79% biodegradation
in soil contaminated with 5% used lubricating oil and
amended with brewery spent grain, banana skin, and
spent mushroom compost within the period of 84 days.
The differences in these results might be due to different
compositions of used engine oil utilized for the studies, or
differences in the organic wastes used.
The lowest biodegradation rate was observed for the
soil contaminated with a low dose of used engine oil and
treated with wastewater sludge.
3.2. Biodegradation rate constant and half-life of used
engine oil
A first-order kinetics model (Yeung et al., 1997) was used
to determine the rate of biodegradation of crude oil in
soil amended with wastewater sludge. Kinetic analysis is a
key factor for understanding the biodegradation process,

bioremediation speed measurements, and development
of efficient clean-up for a crude oil-contaminated
environment.
Tables 3 and 4 show the biodegradation rate constant
(k) and half-life (t1/2) for the soil contaminated with used
engine oil amended with wastewater sludge during 240
days of study.
According to Table 3, the low dose (0.5%) of used
engine oil-contaminated soil amended with wastewater
sludge showed the highest biodegradation rate of 0.01430/
day and half-life of 48.25 days, whereas the biodegradation
rate and half-life of control soil were 0.00288/day and
240.24 days for 30 days. At the end of the incubation period,
the low dose (0.5%) of used engine oil-contaminated soil
amended with wastewater sludge showed a biodegradation
rate of 0.00351/day and half-life of 197.39 days.
The high dose (5%) of used engine oil-contaminated
soil amended with wastewater sludge showed the highest
biodegradation rate of 0.01310/day and 52.72 half-life
days, whereas the biodegradation rate and half-life of
control soil were 0.00482/day and 143.78 days for 30 days.
At the end of incubation period, the high dose (5%) of used
engine oil-contaminated soil amended with wastewater
sludge showed a biodegradation rate of 0.00562/day and
half-life of 123.13 days.
The high biodegradation rate recorded in used engine
oil-contaminated soil amended with wastewater sludge

Table 3. Biodegradation rate and half-life of hydrocarbon in used engine oil (EO)-polluted soil amended with wastewater sludge during
the incubation period (28 °C).
28 °C

Biodegradation constant, k/day

Half-life (t1/2) (days)

Treatment

30 days

60 days

90 days

150 days

240 days

30 days

60 days

90 days

150 days

240 days

Soil+0.5% EO

0.00288

0.00158

0.00332

0.00878

0.00598

240.24

436.27

208.72

78.94

115.88

Soil+5% EO

0.00482

0.00243

0.00442

0.00567

0.00366

143.78

284.43

156.79

122.23

189.01

Soil+0.5% EO+WS

0.01430

0.00860

0.00576

0.00513

0.00351

48.25

80.56

120.25

135.02

197.39

Soil+5% EO+WS

0.01310

0.00725

0.00933

0.00674

0.00562

52.72

95.61

74.23

102.85

123.13

Table 4. Biodegradation rate and half-life of hydrocarbon in used engine oil (EO)-polluted soil amended with wastewater sludge during
the incubation period (18 °C).
18 °C

Biodegradation constant, k/day

Half-life (t1/2) (days)

Treatment

30 days

60 days

90 days

150 days

240 days

30 days

60 days

90 days

150 days

240 days

Soil+0.5% EO

0.00840

0.00647

0.00647

0.00525

0.00463

82.47

107.04

107.04

131.83

149.65

Soil+5% EO

0.00131

0.00310

0.00499

0.00374

0.00248

527.11

223.08

138.78

185.02

279.24

Soil+0.5% EO+WS

0.00688

0.0121

0.00930

0.00758

0.00475

1006.6

57.49

74.52

91.45

145.87

Soil+5% EO+WS

0.00659

0.00472

0.00881

0.00642

0.00448

105.16

146.6

78.64

107.92

154.60
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might be due its high N and P contents and its buffering
effects on the microbial flora in the crude oil-contaminated
soil compared to control soil (Lee et al., 2003).
According to Table 4, biodegradation of used engine
oil at 18 °C resulted in lower biodegradation constants and
higher half-lives in general. The low dose (0.5%) of used
engine oil-contaminated soil amended with wastewater
sludge showed the highest biodegradation rate of 0.0121/
day and half-life of 57.49 days, whereas the biodegradation
rates and half-life of control soil were 0.00647/day and
107.04 days for 60 days. At the end of the incubation period,
the low dose (0.5%) of used engine oil-contaminated soil
amended with wastewater sludge showed a biodegradation
rate of 0.00475/day and half-life of 145.87 days.
The high dose (5%) of used engine oil-contaminated
soil amended with wastewater sludge showed the highest
biodegradation rate of 0.00881/day and 78.64 half-life days,
whereas the biodegradation rates and half-life of control
soil were 0.00499/day and 138.78 days for 90 days. At the
end of the incubation period, the high dose (5%) of used
engine oil-contaminated soil amended with wastewater
sludge showed a biodegradation rate of 0.00448/day and
half-life of 154.60 days.
The results show a relationship between the rate of
biodegradation and concentration of used engine oil in
the contaminated soil. According to the results, higher
biodegradation rates were recorded in soil contaminated
with 0.5% used engine oil at 18 °C. This high biodegradation
rate could be attributed to an increase in the activity of
soil microorganisms at this oil pollution level (Adesodun
and Mbagwu, 2008; Abioye et al., 2012). Liu et al. (2011)
reported that a successful stimulation of the indigenous
communities was achieved with nutrient addition.
For 28 °C, higher biodegradation rates were found in
soil contaminated with 5% used engine oil during 30–90
days. In the later incubation periods, higher biodegradation
rates were recorded in soil contaminated with 0.5% used
engine oil. Bossert and Bartha (1984) stated that sensitivity
of soil microflora to petroleum hydrocarbons is a factor of
quantity and quality of oil spilled.

contaminated with used engine oil can be summarized as
follows:
● The results showed high biodegradation of used
engine oil by the end of 240 days for contaminated soil
compared to the initial concentration of used engine
oil for both of temperatures.
● At 28 °C, the TPH concentrations in soil contaminated
with high (5%) and low (0.5%) doses of used engine
oil were reduced from approximately 46,920 mg/kg to
12,150 mg/kg and from 5400 mg/kg to 2325 mg/kg,
respectively.
● At 18 °C, the TPH concentrations in soil contaminated
with high (5%) and low (0.5%) doses of used engine
oil were reduced from approximately 46,920 mg/kg to
16,000 mg/kg and from 5400 mg/kg to 1700 mg/kg,
respectively.
● At both temperatures, the majority of the TPH
biodegradation occurred between the 90th and 150th
days of the incubation period.
● The greatest amount of TPH biodegradation took place
at a temperature of 28 °C.
● The results showed high biodegradation of used engine
oil by the end of 240 days for soil treated with wastewater
sludge compared to the initial concentration of used
engine oil for both of temperatures.
● Used engine oil-contaminated soil (5%) treated with
wastewater sludge exhibits greater oil biodegradability
compared to untreated soil. By the end of the 240th day
of the incubation period, the use of wastewater sludge
had triggered TPH biodegradation in the soil samples
contaminated with a high dose of used engine oil at a
rate of 28% to 111%.
● In some incubation periods, wastewater sludge either
had no effect, or negative effects on oil biodegradation
in case of low level oil pollution.
Consequently, the possibility of using wastewater sludge in
soils contaminated with oil (petroleum hydrocarbons)
should initially be evaluated by incubation studies to
estimate the appropriate rate of sludge application dose
and oil pollution level.

3.3. Conclusion
In examining the results of this study, the effects of
wastewater sludge from the canned food industry
for biostimulation on the TPH concentration in soil

Acknowledgment
This study was supported by the Commission of Scientific
Research Projects of Uludağ University (Project No.
M-2011/28).

References
Abioye OP, Abdul Aziz A, Agamuthu P (2009). Stimulated
biodegradation of used lubricating oil in soil using organic
wastes. Malaysian J Sci 28: 127-133.

Abioye OP, Agamuthu P, Abdul Aziz AR (2012). Biodegradation
of used motor oil in soil using organic waste amendments.
Biotechn Res Int 2012: 587041.

Abioye OP, Abdul Aziz A, Agamuthu P (2010). Enhanced
biodegradation of used engine oil in soil amended with organic
wastes. Water Air Soil Poll 209: 173-179.

Adesodun JK, Mbagwu JSC (2008). Biodegradation of waste
lubricating petroleum oil in a tropical alfisol as mediated by
animal droppings. Bio Tech 99: 5659-5665.

639
Published by Research Showcase @ UMarin, 2016

9

TURKISH JOURNAL OF AGRICULTURE AND FORESTRY, Vol. 40 [2016], No. 4, Art. 17
DİNDAR et al. / Turk J Agric For
Agamuthu P, Tan YS, Fauziah SH (2013). Bioremediation of
hydrocarbon contaminated soil using selected organic wastes.
Procedia Env Sci 18: 694-702.
Aleer S, Adetutu EM, Makadia TH, Patil S, Ball AS (2011) Harnessing
the hydrocarbon-degrading potential of contaminated soils for
the bioremediation of waste engine oil. Water Air Soil Pollut
218: 121-130.
American Public Health Association (1998). Standard Methods for
the Examination of Water and Wastewater. Washington, DC,
USA: APHA-AWWA-WPCF.
Bento FM, Camargo FAO, Okeke B (2003). Bioremediation of soil
contaminated by diesel oil. Braz J Microbiol 34: 65-68.
Bento FM, Camargo FOA, Okeke BC, Frankenberger WT (2005).
Comparative bioremediation of soils contaminated with diesel
oil by natural attenuation, biostimulation and bioaugmentation.
Bio Tech 96: 1049-1055.
Boonchan S, Britz ML, Stanley GS (2000). Degradation and
mineralization of high-molecular-weight polycyclic aromatic
hydrocarbons by defined fungal-bacterial cocultures. Appl
Environ Microbiol 66: 1007-1019.
Bossert I, Bartha R (1984). The fate of petroleum in soil ecosystem.
In: Atlas RM, editor. Petroleum Microbiology. New York, NY,
USA: Macmillan, pp. 435-473.
Bremner JM, Mulvaney CS (1982). Nitrogen-total. In: Page AL,
editor. Methods of Soil Analysis, Part 2. Chemical and
Microbiological Properties. Agronomy Monograph No. 9. 2nd
ed. Madison, WA, USA: ASA-SSSA, pp. 595-622.
Chaillan F, Chaineau CH, Point V, Saliot A, Oudot J (2006). Factors
inhibiting bioremediation of soil contaminated with weathered
oils and drill cuttings. Environ Pollut 144: 255-265.
Coulon F, Pelletier E, Gourhant L, Delille D (2005). Effects of nutrient
and temperature on degradation of petroleum hydrocarbons in
contaminated sub-Antarctic soil. Chemosphere 58: 1439-1448.
Das N, Chandran P (2011). Microbial degradation of petroleum
hydrocarbon contaminants: an overview. Biotechnology
Research International 2011: 941810.
Hagwell IS, Delfino LM, Rao JJ (1992). Partitioning of polycyclic
aromatic hydrocarbons from oil into water. Environ Sci Technl
26: 2104-2110.
Hur JM, Park JA (2003). Effect of sewage sludge mix ratio on the
biodegradation of diesel-oil in a contaminated soil composting.
Korean J Chem Eng 20: 307-314.
Ijah UJJ, Safiyanu H (1997). Microbial degradation of Escravos light
crude oil in soil amended with chicken dropping and NPK
fertilizer. In: 10th Annual Conference of the Biotechnology
Society of Nigeria.
International Organization for Standardization (2004). ISO
16703:2004. Soil Quality-Determination of Content of
Hydrocarbon in the Range C10-C40 by Gas Chromatography.
Geneva, Switzerland: ISO.
Isaac AR, Johnson WC (1998). Elemental determination by
inductively coupled plasma atomic spectrometry. In: Kalra YP,
editor. Handbook of Reference Methods for Plant Analysis.
Boca Raton, FL, USA: CRC Press, pp. 165-170.

Keeney DR, Nelson DW (1982). Nitrogen-inorganic forms. In: Page
AL, editor. Methods of Soil Analysis, Part 2. Chemical and
Microbiological Properties. Agronomy Monograph No. 9. 2nd
ed. Madison, WA, USA: ASA-SSSA, pp. 643-693.
Lee K, Park JW, Ahn IS (2003). Effect of additional carbon source
on naphthalene biodegradation by Pseudomonas putida G7. J
Hazard Mater 105: 157-167.
Liu PWG, Chang TC, Whang LM, Kao CH, Pan PT, Cheng SS (2011).
Bioremediation of petroleum hydrocarbon contaminated
soil: Effects of strategies and microbial community shift. Int
Biodeter Biodegr 65: 1119-1127.
Mandri T, Lin J (2007). Isolation and characterization of engine oil
degrading indigenous microrganisms in Kwazulu-Natal, South
Africa. African J Biotechn 6: 023-027.
Marchal R, Penet S, Solano-Serena F, Vandecasteele JP (2003).
Gasoline and diesel oil biodegradation. Oil Gas Sci Technol 58:
441-448.
Margesin R, Schinner F (2001). Bioremediation (natural attenuation
and biostimulation) of diesel-oil-contaminated soil in an
Alpine glacier skiing area. Appl Environ Microbiol 67: 31273133.
Mariano AP, de Arruda Geraldes Kataoka AP, de Franceschi de
Angelis D, Bonotto DM (2007). Laboratory study on the
bioremediation of diesel oil contaminated soil from a petrol
station. Braz J Microbiol 38: 346-353.
McBride MB (2003). Toxic metals in sewage sludge-amended soils:
has promotion of beneficial use discounted the risks? Adv
Environ Res 8: 5-19.
Namkoong W, Hwang E, Park J, Choi J (2002). Bioremediation of
diesel-contaminated soil with composting. Environ Pollut 119:
23-31.
Nelson DW, Sommers LE (1982). Total carbon, organic carbon and
organic matter. In: Page AL, editor. Methods of Soil Analysis,
Part 2. Chemical and Microbiological Properties. Agronomy
Monograph No. 9. 2nd ed. Madison, WA, USA: ASA-SSSA, pp.
539-577.
Riffaldi R, Levi-Minzi R, Cardelli R, Palumbo S, Saviozzi A (2006).
Soil biological activities in monitoring the bioremediation of
diesel oil-contaminated soil. Water Air Soil Pollut 170: 3-15.
Rowland AP, Lindley DK, Hall GH, Rossal MJ, Wilson DR, Benhan
DG, Harrison AF, Daniels RE (2000). Effects of beach and sand
properties, temperature and rainfall on the degradation rates
of oil buried in oil/beach sand mixtures. Environ Pollut 109:
109-118.
Sang-Hwan L, Seokho L, Dae Yaeon K, Jeong-Gyu K (2007).
Degradation characteristics of waste lubricants under different
nutrient condition. J Hazard Mater 143: 65-72.
Sarkar D, Ferguson M, Datta R, Birnbaum S (2005). Bioremediation
of petroleum hydrocarbons in contaminated soils: comparison
of biosolids addition, carbon supplementation and monitored
natural attenuation. Environ Pollut 136: 187-195.
Seklemova E, Pavlova A, Kovacheva K (2001). Biostimulationbased bioremediation of diesel fuel: field demonstration.
Biodegradation 12: 311-316.

640

https://testdrive1.bepress.com/tubitak-journal/vol40/iss4/17
DOI: 10.3906/tar-1502-46

10

D?NDAR et al.: Biodegradation of used engine oil in a wastewater sludge-amended
DİNDAR et al. / Turk J Agric For
Semple KT, Dew NM, Doick KJ, Rhodes AH (2006). Can
mineralization be used to estimate microbial availability of
organic contaminants in soil? Environ Pollut 140: 164-172.

Walworth J, Braddock J, Woolard C (2001). Nutrient and temperature
interactions in bioremediation of cryic soils. Cold Regions Sci
Techn 32: 85-91.

Trindade PVO, Sobral LG, Rizzo ACL, Leite SGF, Lemos JLS (2002).
Evaluation of biostimulation and bioaugmentation techniques
in the bioremediation process of petroleum hydrocarbons
contaminated soil. In: 9th International Petroleum
Environmental Conference, New Mexico, USA.

Walworth J, Pond A, Snape I, Rayner J, Ferguson S, Harvey P
(2007). Nitrogen requirements for maximizing petroleum
bioremediation in a sub-Antarctic soil. Cold Regions Sci Techn
48: 84-91.

Venosa AD, Zhu X (2003). Biodegradation of crude oil contaminating
marine shorelines and freshwater wetlands. Spill Sci Technol B
8: 163-178.

Yeung PY, Johnson RL, Xu JG (1997). Biodegradation of petroleum
hydrocarbons in soil as affected by heating and forced aeration.
J Environ Qual 26: 1511-1576.

641
Published by Research Showcase @ UMarin, 2016

11

